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Abstract
Tau, an important microtubule associated protein, has been found to bind to DNA, and to be localized in the nuclei of both
neurons and some non-neuronal cells. Here, using electrophoretic mobility shifting assay (EMSA) in the presence of DNA
with different chain-lengths, we observed that tau protein favored binding to a 13 bp or a longer polynucleotide. The
results from atomic force microscopy also showed that tau protein preferred a 13 bp polynucleotide to a 12 bp or shorter
polynucleotide. In a competitive assay, a minor groove binder distamycin A was able to replace the bound tau from the
DNA double helix, indicating that tau protein binds to the minor groove. Tau protein was able to protect the double-strand
from digestion in the presence of DNase I that was bound to the minor groove. On the other hand, a major groove binder
methyl green as a negative competitor exhibited little effect on the retardation of tau-DNA complex in EMSA. This further
indicates the DNA minor groove as the binding site for tau protein. EMSA with truncated tau proteins showed that both the
proline-rich domain (PRD) and the microtubule-binding domain (MTBD) contributed to the interaction with DNA; that is to
say, both PRD and MTBD bound to the minor groove of DNA and bent the double-strand, as observed by electron
microscopy. To investigate whether tau protein is able to prevent DNA from the impairment by hydroxyl free radical, the
chemiluminescence emitted by the phen-Cu/H2O2/ascorbate was measured. The emission intensity of the luminescence
was markedly decreased when tau protein was present, suggesting a significant protection of DNA from the damage in the
presence of hydroxyl free radical.
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Introduction
Tau is a major microtubule-binding protein that is important
for the assembly and stabilization of microtubules [1]. However,
tau has a higher affinity for DNA than for microtubules [2], and is
found in the nuclei of human neuroblastoma cells, human cervical
carcinoma cells, human macrophages, monkey kidney cells and
PC12 cells [3–7]. The six isoforms of tau have been observed to
bind to nucleolar organizer regions of acrocentric chromosomes
and the fibrillar region of the nucleoli (the site for rRNA
transcription) in some non-neuronal cells such as lymphocytes
[5]. Greenwood and colleagues have isolated nuclei and observed
tau protein covalently cross-linked to DNA, representing the
binding of tau to DNA in the nucleus [8]. Recently, a functional
role for nuclear tau has been proposed in relation to nucleolar
organization and heterochromatinization of a portion of RNA
genes [9]. As described previously, tau protein cannot bind to the
nucleosome since histone displaces the bound tau from tau-DNA
complex [10]. As shown by an in vitro assay (37uC), tau protein
represses DNA replication, but does not affect RNA transcription
in the presence of T7 RNA polymerase [11], behavior that
is similar to histone. These different interactions between tau
and DNA shed light on the manner in which tau associates with
DNA.
In the adult human brain, there are six isoforms of tau,
produced from a single gene by alternative mRNA splicing [12–
15]. All six isoforms of tau protein contain two major domains: a
projection domain (composed of an acidic region and a proline-
rich domain) and a microtubule-binding domain (MTBD) [16].
The MTBD functions as a regulator of the rate of microtubule
polymerization [17] and actin assembly [18,19]. However, the role
of MTBD in the association of tau with DNA was still unknown. A
recent review by Holt and Koffer discusses proline-rich proteins
and they emphasize the significance of the function of the proline-
rich domain (PRD) [20]. But, no one has addressed the PRD of
tau protein is involved in the interaction with DNA.
We have shown previously that tau protein binds to DNA
forming beads-on-a-string complexes [21] and represses the
disassociation of the double strand as well as improves DNA
annealing [22]. So far, however, the manner of the association of
tau with DNA remains a fundamental problem to be elucidated.
This study is concerned with the interaction of tau protein with the
double-helix to protect DNA from the impairment of hydroxyl free
radical.
PLoS ONE | www.plosone.org 1 July 2008 | Volume 3 | Issue 7 | e2600Results
Tau protein binds to a polynucleotide longer than 12
base pairs
The electrophoretic mobility shift assay (EMSA) is commonly
used to investigate the interaction of proteins with polynucleotides.
To investigate the minimum polynucleotide that is bound to tau
protein, we synthesized a series of polynucleotides (11–26 bp) and
incubated them with tau protein for EMSA (Table 1). The mobility
of DNA bands was reduced in the presence of tau protein
(Figure 1A). This effect was particularly marked for polynucleotides
of 13 bp or greater in length. Under these experimental conditions,
no reduction in mobility of the polynucleotides was observed in the
absence of tau (Figure 1B). To investigate further whether the
protein discriminated between 13 bp and other lengths of
polynucleotides, 12 bp and 13 bp polynucleotides were incubated
with tau and subjected to EMSA. A band shift for the 13 bp DNA
incubated with tau was observed, but not for 12 bp DNA under the
same conditions (Figure 2A). As shown in Figure 2B, the incubation
of 14 bp DNA with tau protein at different concentrations showed
that the degree of retardation depended upon the quantitative ratio
between the protein and DNA (the ratio is defined in Materials and
Methods). This suggests that tau protein prefers binding to a 13 bp
or a longer polynucleotide.
In order to confirm the results of EMSA, atomic force microscopy
(AFM) was used to observe the interaction of tau with 12 bp and
13 bp DNA. We measured the sizes of the particles of samples at the
ratios [protein]/[DNA] of 1/1, 2/1, 4/1 and 8/1 (0.5 mMD N A ,
Table 2). 13 bp DNA alone (0.5 mM) and tau alone (10 mM) were
used as controls. At the quantitative ratio of 1/1 (Figure 3C), the
particle sizeof 13 bpDNA-tau complex was 10.1962.22 nm,which
was larger than for 13 bp DNA (4.9361.25 nm, Figure 3A) or tau
alone (7.8261.55 nm, Figure 3B). The sizes of the 13 bp DNA-tau
complexes were different for each of the [protein]/[DNA] ratios 2/
1, 4/1 and 8/1 (Figure 3D–F). The horizontal diameter increased
with increasing quantitative ratio. However, the size did not further
increase when the ratio became higher than 4 (Figure 3G),
suggesting saturation of binding. Under the same conditions, the particle size of 12 bp polynucleotide incubated with tau
(8.5462.19 nm) was not significantly increased, compared to the
sizeoftau23alone(Figure3H).ThissupportstheEMSAresultthata
13 bp polynucleotide is long enough for tau to bind.
Tau protein binds to the minor groove of DNA double-
strand
Double-stranded DNA (dsDNA) contains major and minor
grooves. Consequently, distamycin A (a minor groove binder) was
employed as a competitor to assay whether tau protein bound to the
minor groove of DNA [23]. As shown in Figure 4A, the migration of
26 bp DNA bands became retarded in the presence of tau when the
[tau]/[DNA]ratiowas1/100.Thebandshiftofthe26 bpDNAwas
dependent upon the quantitative ratio [tau]/[DNA]. At the
quantitative ratio of 1/3 leading to the greater band shift (lane 7,
Figure 4A), different concentrations of distamycin A were added to
the tau-DNA complexes at room temperature (RT) for 30 min to
compete with the bound tau. When the concentration of the minor
groove binder was increased to the quantitative ratio [distamycin
A]/[DNA] of 5/3, a non-retarded DNA band appeared at the
frontier of the gel, suggesting that some bound DNA was released
from the tau-DNA complex (lane 7, Figure 4B). More DNA was
released when the quantitative ratio [distamycin A]/[DNA] was
increased to 10/3 or 5/1. Distamycin A alone at different
concentrations as control did not cause any marked DNA
retardation in the gel (Figure 4C), showing that the association of
distamycin A itself did not cause a change in retardation of the DNA
Table 1. Double stranded polynucleotides synthesized.
Number of base pairs Nucleotide sequence
26 bp 59actccgtgcataaataataggcactcg39
39gaggcacgtatttattatccgtgagcc59
21 bp 59gctccgtgcataaataataggc39
39gaggcacgtatttattatccgagc59
16 bp 59actccgtgcataaataa39
39gaggcacgtatttatt59
15 bp 59atccgtgcataaataa39
39aggcacgtatttattc59
14 bp 59accgtgcataaataa39
39ggcacgtatttattc59
13 bp 59acgtgcataaataa39
39gcacgtatttattc59
12 bp 59agtgcataaataa39
39cacgtatttattc59
11 bp 59actccgtgcata39
39gaggcacgtatc59
doi:10.1371/journal.pone.0002600.t001
Figure 1. Electrophoretic mobility shift assay of double-
stranded polynucleotides with different chain lengths in the
presence of tau protein. Double-stranded polynucleotides (100 ng)
with different chain lengths (as indicated in each lane and Table 1) were
incubated with tau23 at a ratio [protein]/[DNA] of 1/10 in the buffer of
20 mM Tris-HCl (pH 7.2), containing 50 mM NaCl, 0.5 mM DTT, 1 mM
MgCl2 and 0.5 mM EDTA at room temperature for 30 min, and then
aliquots were taken for electrophoresis on a nondenaturing 20%
polyacrylamide gel (A). The polynucleotides without tau protein were
used as controls under the same experimental conditions (B).
doi:10.1371/journal.pone.0002600.g001
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DNase I, which is known to bind to the minor groove of B-type
DNA [24] was also employed to assay the binding of tau protein to
dsDNA. The binding of tau should compete with DNase I during
DNA hydrolysis if the protein binds to the minor groove. As shown
in Figure 5 (lanes 15–20), in the presence of tau protein, the DNA
wasnotsignificantlydigestedwhenitwasincubatedwithDNaseIfor
10 min. However,the DNAwas almosttotallyhydrolyzed in10 min
in the absence of tau protein (lanes 1–6). Under the same
experimental conditions, hydrolysis of DNA in the presence of
BSA occurred rapidly and the DNA band disappeared within 5 min
(lanes 8–13). This indicates that tau protein binds competitively to
the minor groove and interferes with the hydrolysis of DNase I.
Now that tau protein has shown to insert the minor groove of
the DNA, we are concerned whether this protein could also bind
to the major groove of the double-strands. Thus, methyl green, a
DNA major groove binder [25,26] was used as a major groove
binding competitor for this competitive experiment. As shown in
Figure 6A, in the presence of methyl green, no distinct effect on
DNA band shifting could be observed on the agarose gel. The
results depicted that this major groove binder did not affect the
shifting of tau-DNA complex. That is to say, although methyl
green blocked the major groove, tau protein is still able to associate
with the DNA. This suggests again that tau protein inserts the
minor groove of the double strands.
The microtubule-binding domain and the proline-rich
domain of tau are involving in DNA association
We next investigated which domain of tau is involved in DNA
binding. For this, four truncated mutants were constructed with
different regions and domains from tau23: the N-terminal region
(tN), the proline-rich domain (tPro), the microtubule-binding
domain (tMTBD) and the C-terminal region (tC). The four
truncated mutants were expressed in E. coli, under the induction of
IPTG. Each of the proteins showed a single band in SDS-PAGE
after purification (not shown).
In EMSA (Figure 7A), a distinct band shift of DNA was
observed in the presence of tPro at [protein]/[DNA] ratios of 2/1
or higher. Similarly, DNA also showed band retardation when it
was incubated with the tMTBD (Figure 7B). Under the same
conditions, neither of the mutants tNo rtC showed any effect on
the DNA band mobility in the gel (not shown). This suggests that
the PRD and MTBD are individually involved in DNA binding.
In the presence of intact tau23, DNA started to show a marked
band shift at a ratio of [protein]/[DNA] 1/2 under these
experimental conditions (Figure 7C), four times lower than the
ratio for tPro or tMTBD to induce a marked band shift of DNA.
The lower quantitative ratio (1/2) indicates that intact tau has a
stronger affinity for DNA than tPro or tMTBD. It appears that
both PRD and MTBD of the intact tau protein are involved in the
interaction with dsDNA.
To clarify what amino acid residues of tau protein are involved
in the association with DNA, we have blocked the e-amino group
(Lys) with formaldehyde, the thial group (Cys) with IAA, the
carboxyl groups (Asp and Glu) with EDAP, and the guanidine
groups (Arg) with ethanedial (ED), respectively [27]. Then, we
incubated the modified tau protein with DNA and then took the
aliquots for electrophoresis. As shown in Figure 8A, only
formaldehyde modified tau becomes unable to bind to DNA,
but the modification of tau protein with IAA, EDAP, and ED
could not result in a marked effect on the mobility of the DNA
bands. The DNA suspended with the modifiers FA, ED, IAA and
EDAP in the absence of tau protein used as controls had no effects
on the DNA bands mobility. Notably, similar EMSA results were
obtained when the modified tPro and tMTBD were incubated
with DNA (data not shown). The mutants tN and tC had no effect
on the DNA band mobility. As we know, formaldehyde blocks e-
amino groups of Lys and thus disturbs the interaction of tau
Figure 2. Analysis of the complexes of tau protein and DNA by
EMSA. Polynucleotides (12 and 13 bp) were incubated with tau protein
under the same experimental conditions (A) as described in Figure 1.
14 bp DNA and tau at different quantitative ratios are as indicated (B).
doi:10.1371/journal.pone.0002600.g002
Table 2. Sizes of complexes of tau23 bound to DNA
measured by AFM.
Particles Mean (nm) SD Number
Tau-12 bp DNA 8:1 8.54 2.19 205
Tau-13 bp DNA 1:1 10.19 2.22 210
Tau-13 bp DNA 2:1 11.91 2.96 200
Tau-13 bp DNA 4:1 12.54 3.27 160
Tau-13 bp DNA 8:1 12.81 2.96 210
13 bp DNA alone 4.93 1.25 210
12 bp DNA alone 4.81 1.32 212
Tau23 alone 7.82 1.55 205
The software provided with the NanoScope (R) III instrument was used to
measure the horizontal diameters of the particles.
doi:10.1371/journal.pone.0002600.t002
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involved in the association of tau protein with DNA.
The interaction of a Lys residue with a nucleotide is mostly
dependent upon electrostatics and to form hydrogen bond
between e-amino group and DNA bases [28]. To study the
interaction of tau with DNA, we carried out EMSA of tau with
DNA at different pH values from 2.2 to 13. As shown in Figure 9,
the retardation of tau-DNA complex is markedly disturbed at the
pH higher than 12. In fact, the pK of e-amino group of Lys is 10.8
and its positive charge is counteracted when the pH value
increases. This experiment further demonstrates that Lys is at least
the essential residue for tau protein to associate with DNA.
The binding of tau protein protects DNA from the
damage of peroxidation
What the effect of tau on DNA is so far brought up since this
protein is experimentally bound to the minor groove of DNA
double strands. Hydroxyl free radical is one of the most important
factors resulting in DNA damage [29]. Thus, we have investigated
whether tau protein is capable of preventing DNA from the
impairment by hydroxyl free radical in vitro. We employed the
phen-copper complex as a reporting model, described previously
by Ma et al. [30]. Hydroxyl free radical (?OH) impairs DNA,
resulting in DNA chain broken, which leads to an increase in the
emission intensity of the chemiluminescence produced from the
Figure 3. Tau protein, 12 and 13 bp DNA and their complexes under AFM. A 13 bp DNA (A), tau protein (B) and their complexes at different
ratios as indicated (C–F) were imaged by tapping-mode AFM. The histograms (a–f) are frequency counts of the AFM data in panels A–F and show the
population distribution of sizes of the particles. Panel G shows the change in average size (horizontal diameter) of 13 bp DNA-tau23 complexes at
different quantitative ratios. The average size (nm, ordinate) of the particles of DNA in the presence or absence of tau ([tau]/[DNA]=8/1) is shown (H).
doi:10.1371/journal.pone.0002600.g003
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luminescent intensity was markedly decreased when tau protein
was added. The decrease in the luminescent intensity is dependent
upon the concentration of tau in the reaction system. Under the
same conditions, histone I as a positive control shows the same
protecting effect on DNA, but as a negative control BSA does not.
That is to say, the damage of DNA is notably decreased in the
presence of tau protein under the attack of hydroxyl free radical.
Discussion
Tau protein was first found to associate with tubulin and
promote microtubule assembly [31,32]. To date, a great deal of
work on the interaction of tau with microtubules has been
reported [33–35]. However, some observations indicate that tau
protein localizes on acrocentric chromosomes in the nucleolar
regions and binds to DNA in nucleus [5,7], suggesting that tau is a
Figure 4. A minor-groove binder competing with tau protein in
binding to DNA. Conditions were as described in Figure 1, except
26 bp dsDNA was used with the addition of distamycin A, a minor
groove binder (A). The DNA was mixed with tau protein at different
quantitative ratios as indicated. Distamycin A at different concentra-
tions (quantitative ratios as indicated) was added to the tau-DNA
complex (B). DNA in the presence of distamycin A at different
concentrations was used as a control (C). M represents molecular mass
marker.
doi:10.1371/journal.pone.0002600.g004
Figure 5. DNA hydrolysis with DNase I in the presence of tau
protein. Tau protein and pEGFP-N1 DNA (quantitative ratio, 1/8) were
incubated in 20 mM Tris-HCl buffer containing 2 mM MgCl2 (pH 8.3, RT,
30 min), and then DNase I (0.05 units) was used to hydrolyze DNA
(4730 bp, 100 ng) at 37 uC. Aliquots were taken for agarose gel
electrophoresis at different time intervals as indicated. Five mM EDTA
(final concentration) was employed to stop the enzymic reaction (lanes
15–20). Hydrolyses of DNA alone (lanes 1–6) and DNA in the presence of
BSA (lanes 8–13) were carried out as controls.
doi:10.1371/journal.pone.0002600.g005
Figure 6. Electrophoretic mobility shift assay of tau23-DNA
complexes in the presence of methyl green. Conditions were
referred to Figure 4, except methyl green a major groove binder was
used instead of distamycin A. Methyl green at different concentrations
was added to the 26 bp DNA-tau23 complex (A). 26 bp DNA in the
presence of methyl green at different concentrations was used as a
control (B). M represents molecular mass marker.
doi:10.1371/journal.pone.0002600.g006
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the interaction with DNA, we have previously observed the effect
of tau on DNA conformations and our results show that the
protein is capable of preventing thermal denaturation of dsDNA
and improving DNA annealing [11,22]. That is to say, tau protein
stabilizes DNA double strands. In this work, as mentioned above,
we have found that tau protein is a DNA minor groove binder that
protects DNA under the attack of hydroxyl free radical.
First, to investigate the manner of tau binding to DNA, we
should determine what the basic chain-length of a DNA can be
associated with tau protein. Thus, we synthesized DNA in different
chain lengths from 9 to 26 base pairs. We have observed that tau
protein is bound to a 13 bp polynucleotide, whereas shows no or
at least much weaker potential to associate with a 12 bp or shorter
dsDNA. Using EMSA, a band shift for 13 bp polynucleotide was
markedly observed, but not for 12 bp DNA. As shown in
Figure 2B, the association of 14 bp DNA with tau protein also
causes retardation of the DNA band mobility in the gel.
Furthermore, as observed by AFM, the size of the complex of
13 bp DNA-tau is clearly larger than that of the mixture
containing 12 bp DNA and tau, indicating 12 bp DNA and tau
are separately on the mica surface. This indicates that tau and
13 bp DNA are associated to form complexes. The results from
EMSA also show a marked retardation of 13 bp DNA band in the
presence of tau on the gel, but not 12 bp DNA; that is, a 13 bp
DNA is a basic motif for tau protein to bind.
Second, tau protein is demonstrated binding to the minor
groove of dsDNA without nucleotide sequence specificity
(Figures 4–6). This view is supported by the following observations:
(1) Displacement by distamycin A and competition with DNase I
Figure 7. 20 bp DNA in the presence of tau23 and its mutants
on PAGE. Twenty bp DNA (final concentration 2.5 mM) was incubated
with tau23, tPro or tMTBD at different quantitative ratios as indicated in
the panels (RT, 30 min). Aliquots were taken for analysis by 20% PAGE.
The double-stranded polynucleotide is: 59AACGAGAAGCGCGATCA-
CAT39/39TTGCTCTTCGCGCTAGTGTA59.
doi:10.1371/journal.pone.0002600.g007
Figure 8. The binding of DNA to tau23 protein that was
modified with EDAP, IAA, formaldehyde and ethanedial,
respectively. The aminoacid residues of Lys were modified with
formaldehyde (FA), Cys with iodoacetic acid (IAA), Arg with ethanedial
(ED), Asp and Glu with 1-ethyl-3-(3-dimethylaminopropyl (EDAP),
respectively, as described under Materials and Methods. After that,
the modified tau protein was incubated with 26 bp DNA as mentioned
in Figure 1, followed by aliquots were taken for EMSA. The ratios of
[protein]/[DNA] are as indicated.
doi:10.1371/journal.pone.0002600.g008
Figure 9. Electrophoretic mobility shift assay of tau23-DNA
complexes at different pH values. Conditions were as for Figure 1,
except 26 bp DNA was incubated with tau23 at different pH values.
doi:10.1371/journal.pone.0002600.g009
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binding site for tau protein. (2) As mentioned above, the major
groove binder methyl green does not markedly compete with tau
protein in the association with DNA. (3) Some important nucleic
associated proteins, such as histone H2b and H3 recognize the
minor groove binding to DNA without sequence specificity
[36,37]. (4) Our previous studies have shown that tau protein
binds non-specifically to different sequences of both eukaryotic
(bovine thymus) and prokaryotic (plasmid) DNA [22]. (5)
According to a recent study, if a protein binds to the major
groove, it should associate with DNA in a sequence specific
manner [38–40].
For B-type DNA, 10 base pairs make an entire DNA double
helix. Tau protein, however, preferably bound to a 13 bp or
longer polynucleotides, suggesting a special mode of binding
between tau and DNA. As mentioned above, the affinity of the
mutant tPro or tMTBD was much lower than the intact tau
protein. It appears that tau could be bound to a 12 bp or shorter
DNA unless the protein concentration is high enough. This implies
a simultaneous association of both PRD and MTBD with the
dsDNA. If the two domains bound to the minor groove in different
orientations, as found for a POU box protein whose homeodo-
main and POU-specific domain bind to a DNA octamer [41], tau
protein should strongly associate with a shorter length of dsDNA
(,10 bp). As illustrated in Figure 11A, we hypothesize here that
both PRD and MTBD may associate simultaneously with the
minor groove of dsDNA within the same plane. The data which
support this proposed model are as the following: (1) Tau protein
Figure 10. Prevention of DNA from peroxidation. Copper, ascorbate and 1,10-phenanthroline were premixed in 0.1 M NaOAc/HOAc (pH 5.2)
buffer; tau at different concentrations was premixed with DNA at 37 uC for 30 min. Samples were incubated with phen-Cu/ascorbate at room
temperature for 5 min. Afterwards, H2O2 was added to the solution to give a final volume of 1.2 ml. The chemiluminescence produced in the phen-
Cu/H2O2/ascorbate system was immediately recorded with a computerized high-sensitivity single-photon counter. The voltage in the photomultiplier
was kept at 1000 V (** P,0.01).
doi:10.1371/journal.pone.0002600.g010
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polynucleotide, its minor groove may not be long enough for PRD
and MTBD to bind at the same time in the same orientation
plane. That is to say, when the proline-rich domain occupies the
minor groove, there is not sufficient minor groove within a 10 bp
polynucleotide to accommodate the microtubule-binding domain
in the same orientation and vice versa. Nonetheless, a 13 bp (or a
longer) polynucleotide is long enough to provide binding sites for
the two domains. (2) The association of tau bends DNA double-
strand as shown in Figure 11B. If the two domains bound to DNA
in different orientations, the DNA strands would not be bent.
Tau23 is composed of 1 Cys, 18 Glu, 14 Arg, 10 His, and 36
Lys residues. As mentioned above, modification of Cys, Glu, Arg
and His did not affect the interaction of tau with DNA. This
indicates that those amino acid residues are not involved in the
binding of tau to DNA. In the presence of formaldehyde, however,
the association of tau protein with DNA is suppressed. Formal-
dehyde reacts with a-/e-amino groups of a protein [42–44]. That
is to say, Lys is the essential residue for tau to interact with DNA.
Furthermore, we have constructed the mutants tN and tC and
suspended them with DNA. We could not observe the association
of the two mutants with DNA measured on EMSA. This suggests
that the Lys residues out of the PRD and MTBD are not related to
the DNA binding. The Lys residues of PRD and MTBD are
essential to interact with the minor groove of DNA. Although the
PRD (7 Lys) and MTBD (12 Lys) contain 19 Lys residues, some of
them are supposed to be involved in the interaction between tau
and DNA. This viewpoint is based on the following points: (1) the
pK of the e-amino group of Lys is 10.8 interacting with DNA bases
in electrostatics; (2) the interaction between tau and DNA is
markedly suppressed at the pH higher than 12, showing
dependent upon the electrostatics measured by EMSA; and (3)
modification with formaldehyde interferes with the association of
tau with DNA.
DNA damage is an extremely important event during cell
dysfunction or apoptosis [29]. Hydroxyl free radical attacks and
impairs DNA, lipid, and protein. We have employed 1,10-
phenanthroline and copper in the presence of ascorbate to
investigate the DNA damage and the protect ability of tau. The
reaction of 1,10-phenanthroline with hydrogen peroxide in the
presence of copper results in chemiluminescence. The ?OH radical
produced from the reaction impairs and breaks DNA, leading to
an increase of the chemiluminescence. As mentioned above,
prevention of DNA from the impairment by ?OH depends on tau
concentration (Figure 10B). Similar result could be seen when
histone I was used as a positive control. Protection of histone on
DNA has been reported by Richter C and Ozawa T [45,46]. This
suggests that tau protein protects DNA through its blocking the
attack of hydroxyl free radical. However, whether tau protein is
able to protect DNA in vivo needs further investigating.
Wojtuszewski K and Mukerji I have studied the interaction of
HU with DNA using UV resonance Raman spectroscopy [47].
They observed that Anabena HU binds to the minor groove and
bends the DNA double-strand. Another DNA chaperone HMGB1
also bends the double-strand and binds in a beads-on-a-string
manner without sequence specificity [48]. Tau protein seems to
act in a DNA chaperone-like manner in the association with the
DNA double-strand. Data that support this viewpoint are as
follows: (1) Like DNA chaperones such as HU and HMGB1, tau
protein binds to the minor groove of DNA, without nucleotide
sequence specificity. (2) The association of tau with DNA bends
the double-strand in a beads-on-a-string manner as shown in
Figure 11B. (3) Tau protein prevents the DNA double helix from
disassociating during thermal denaturation, and improves its
renaturation, indicating the marked effect on refolding of the DNA
double-strand [22]. These observations suggest that the interaction
of tau protein with DNA is similar to a DNA chaperone. However,
the interaction between tau and DNA in a high resolution (crystal
structure) remains to be further investigated.
Materials and Methods
Truncated tau mutant constructions
Prokaryotic expression vector (Prk172) bearing the gene of human
tau23 wasa giftfrom Dr. Goedert[12–14].As described before[49],
we designed a series of primers to construct four truncated tau
mutants with different domains of tau23: tN (aa1-113, the N-
terminal region), tPro (aa114-193, the proline-rich domain),
tMTBD (aa198-278, the microtubule-binding domain) and tC
(279–352, the C-terminal region). The fragments of the tau DNA
were prepared by PCR or megaprimer PCR amplification and
subcloned into the prokaryotic expression vector pET-28a(+)
(Novagen, Germany) with a His-tag on the C-terminus. The clones
of these constructs were transformed into E. coli BL21 (DE3) cells for
protein expression. Neuronal tau23 and the truncated mutant
proteins (tN, tPro, tMTBD and tC) were expressed and purified as
described previously [10,49]. Sephadex G50, Q-Sepharose and SP-
Sepharose columns were from Pharmacia (Pfizer, Canada). The
purified tau23 and the truncated mutant proteins yielded a single
protein band on SDS-PAGE (not shown). The bicinchoninic acid
(BCA) protein-assay kit [50] to determine the protein concentration
was the product of Pierce Biotechnology Inc (USA). The other
reagents were analytic grade and used without further purification.
Electrophoretic mobility-shift assay (EMSA)
A series of polynucleotides (from 11 bp to 26 bp) were
synthesized (Shanghai Sangon Co., China) according to the
nucleotide sequence of mouse N-Oct-3 (Table 1) [51]. For effective
Figure 11. A hypothetic model of the tau-DNA interaction. The
proline-rich domain and the microtubule-binding domain may bind to
the DNA minor groove in the same orientation plane (A). The complex
of the tau protein with double-stranded DNA has a beads-on-a-string
appearance under the electronic microscope (B). Bar=100 nm.
doi:10.1371/journal.pone.0002600.g011
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[10]. The polynucleotides were denatured by heating to 95 uCi na
water bath for 5 min, and then complementary strands were
annealed by cooling slowly down to room temperature. The
concentration of the annealed dsDNA (11, 12, 13, 14, 15, 16, 21
and 26 bp) was determined according to the absorbance at
260 nm on a Hitachi U-2010 UV Spectrophotometer (Japan).
Tau protein was incubated with 100 ng dsDNA at the ratio
[tau]/[DNA]=1/10 in 10 ml TNME solution with 20 mM Tris
buffer (pH 7.2), 50 mM NaCl, 0.5 mM DTT, 1 mM MgCl2, and
0.5 mM EDTA (RT, 20 min). The quantitative ratio of [tau]/
[DNA] was defined as the ratio of the number of protein molecules
to the number of DNA base pairs, unless otherwise stated. The
dsDNA-tau complexes were resolved by non-denaturing 20%
polyacrylamide gel and electrophoresed at 100 V in 16TBE
running buffer (89 mM Tris base, 89 mM boric acid, and 2 mM
EDTA, pH 8.3) at 4 uC for 2 h. After that, the gel was stained with
EB (0.5 mg/ml) for 30 min and visualized using a gel UVP Image
store 7500 system (Dingyong Co., China).
Minor-groove competition assay
To determine an optimal quantitative ratio of [tau]/[DNA] at
which the DNA showed a marked retardation in the gel, 26 bp
dsDNA (100 ng/10 ml) was incubated with tau in TNME solution.
The quantitative ratios of [tau]/[DNA] were: 0, 1/100, 1/50, 1/
25, 1/10, 1/5, and 1/3. After the incubation, the mixtures were
electrophoresed on an 8% non-denaturing polyacrylamide gel in
16TBE buffer. Nucleic acids in the gel were stained with SYBR-
Green I (a nucleic acid gel stain, Molecular Probe Co., USA) for
30 min, and then observed under an ultraviolet scanner
(Amersham Pharmacia Biotech, Sweden). A minor groove binder
distamycin A (Sigma, USA) at different concentrations was used as
a competitor. Tau protein was incubated with DNA at the optimal
quantitative ratio (1/3) at room temperature for 30 min, and then
different concentrations of distamycin A were added. Aliquots
(10 ml) were taken for electrophoresis. DNA incubated with
distamycin A in the absence of tau was used as control.
On the other hand, methyl green, a DNA major groove binder
at different concentrations was used as a negative control. The
reaction was performed in the same TNME buffer and then
aliquots were taken for EMSA.
Hydrolysis of DNA with DNase I in the presence of tau
protein
Tau protein and pEGFP-N1 DNA (quantitative ratio, 1/8) were
incubated in 20 mM Tris-HCl buffer, containing 2 mM MgCl2,
(pH 8.3, RT, 30 min), and then DNase I (0.05 units, Sigma, USA)
was used to hydrolyze DNA (4730 bp, 100 ng) at 37 uC. Aliquots
were taken for agarose gel electrophoresis at different time intervals
as indicated (Figure 5). EDTA (final concentration 5 mM) was
employed to stop the enzymic reaction. Hydrolysis of DNA alone or
DNA in the presence of BSA was carried out as control.
Modification of amino acid side groups of tau23 with
different modifiers
To investigate what amino acid residues of tau protein are
involved in the association with DNA, chemical modifiers were
employedintheexperimentsasdescribedpreviously[27].Iodoacetic
acid (IAA, Sigma, USA) resuspended in 0.2 M acetic acid-sodium
buffer (pH 5.6) was used for blocking thial group; 1-ethyl-3-(3-
dimethylaminopropyl (EDAP, sigma, USA) in 0.2 M acetic acid-
sodium buffer (pH 5.6) was for carboxyl group; formaldehyde
(Sigma, USA) in 25 mM phosphate buffer (pH 7.2) was for e-amino
groups; and ethanedial (Sigma, USA) in 25 mM phosphate buffer
(pH 7.2) was for the guanidinium group of Arg. Modifiers were
added to tau23 at the ratio ([reagent]/[protein]) of 100:1 at 37uCf o r
24 hours. The modified tau protein was added to 26 bp DNA for
EMSA as mentioned in Figure 1. Modifiers in the absence of protein
were added to 26 bp DNA as controls.
Analysis by atomic force microscopy
All of the solutions used were filtered through a 0.22 mm filter.
Samples were diluted to the desired concentration using phosphate
buffer 25 mM Na2HPO4-NaH2PO4 (pH 7.2), containing 2 mM
MgCl2 and 5 mM NaCl. The solution of magnesium chloride
(2 mM) was used to enhance the adsorption of DNA onto the mica
surface. The samples (10 ml) were kept at room temperature for
10 min to allow adsorption onto the mica. Observation under
atomic force microscopy (Mutiplemode-I, Digital Instruments,
USA) was as described previously [42].
Analysis by electron microscopy
15 ml of pET-15b (15 mg, in 10 mM Tris-HCl and 1 mMEDTA,
pH 7.2) was added to 25 ml of tau (35 mg, in 25 mM Na2HPO4 -
NaH2PO4, pH 7.2). The mixtureswere incubated (RT,30 min) and
then fixed with 0.3% glutaraldehyde (RT, 10 min, Sigma, USA).
The samples were separated from free proteins by filtration through
a 2-ml column of Sepharose CL-6B (Pharmacia Biotech, UK)
equilibrated with 10 mM Tris-HCl, pH 7.9. The filtrate was
adsorbed onto glow-discharged thin carbon coated 300 meshcopper
grids, dehydrated through a graded water-ethanol series, fixed with
0.2% glutaraldehyde (RT, 20 min), and rotary shadow-cast with Pt.
Samples were visualized under a JEOL JEM-100CX electron
microscope (JEOL Ltd., Japan).
Determination of the effect of tau on the antioxidation
According to Ma et al. [30], copper, ascorbate and 1,10-
phenanthroline were premixed in 0.1 M NaOAc/HOAc buffer
(pH 5.2); different concentrations of tau were premixed with DNA
at 37 uC for 30 min. Samples were incubated with phen-Cu/
ascorbate at room temperature for 5 min. Afterwards, H2O2 was
added to the solution to give a final volume of 1.2 ml. The
chemiluminescence produced in the phen-Cu/H2O2/ascorbate
system was immediately recorded with a computerized high-
sensitivity single-photon counter (type BPCL-4, manufactured in
the Institute of Biophysics, Chinese Academy of Sciences, China).
The voltage in the photomultiplier was kept at 1000 V.
Acknowledgments
We thank Dr Goedert for his kindly providing htau-40 and -23 clones. We
are grateful for Hui Li for assistance with AFM, Sarah Perrett for editing
the language, En-Hua Cao and Zhong-Lun Zhang for their support in the
experiments of peroxidation.
Author Contributions
Conceived and designed the experiments: RH YW MQ. Performed the
experiments: YW MQ. Analyzed the data: RH YW MQ LC. Contributed
reagents/materials/analysis tools: RH YW MQ XW LC QH DW. Wrote
the paper: YL RH YW MQ.
Interaction of Tau with DNA
PLoS ONE | www.plosone.org 9 July 2008 | Volume 3 | Issue 7 | e2600References
1. Drechsel DN, Hyman AA, Cobb MH, Kirschner MW (1992) Modulation of the
dynamic instability of tubulin assembly by the microtubule-associated protein
tau. Mol Biol Cell 3: 1141–1154.
2. Corces VG, Manso R, De La Torre J, Avila J, Nasr A, et al. (1980) Effects of
DNA on microtubule assembly. Eur J Biochem 105: 7–16.
3. Loomis PA, Howard TH, Castleberry RP, Binder LI (1990) Identification of
nuclear tau isoforms in human neuroblastoma cells. Proc Natl Acad Sci U S A
87: 8422–8426.
4. Brady RM, Zinkowski RP, Binder LI (1995) Presence of tau in isolated nuclei
from human brain. Neurobiol Aging 16: 479–486.
5. Thurston VC, Zinkowski RP, Binder LI (1996) Tau as a nucleolar protein in
human nonneural cells in vitro and in vivo. Chromosoma 105: 20–30.
6. Cross DC, Munoz JP, Hernandez P, Maccioni RB (2000) Nuclear and
cytoplasmic tau proteins from human nonneuronal cells share common
structural and functional features with brain tau. J Cell Biochem 78: 305–317.
7. Wang Y, Loomis PA, Zinkowski RP, Binder LI (1993) A novel tau transcript in
cultured human neuroblastoma cells expressing nuclear tau. J Cell Biol 121:
257–267.
8. Greenwood JA, VW Johnson G (1995) Localization and in situ phosphorylation
state of nuclear tau. Exp Cell Res 220: 332–337.
9. Sjoberg MK, Shestakova E, Mansuroglu Z, Maccioni RB, Bonnefoy E (2006)
Tau protein binds to pericentromeric DNA: a putative role for nuclear tau in
nucleolar organization. J Cell Sci 119: 2025–2034.
10. Hua Q, He RQ, Haque N, Qu MH, del Carmen Alonso A, et al. (2003)
Microtubule associated protein tau binds to double-stranded but not single-
stranded DNA. Cell Mol Life Sci 60: 413–421.
11. Li W, Wang XS, Qu MH, Liu Y, He RQ (2005) Human protein tau represses
DNA replication in vitro. Biochim Biophys Acta 1726: 280–286.
12. Goedert M, Wischik CM, Crowther RA, Walker JE, Klug A (1988) Cloning and
sequencing of the cDNA encoding a core protein of the paired helical filament of
Alzheimer disease: Identification as the microtubule-associated protein tau. Proc
Natl Acad Sci U S A 85: 4051–4055.
13. Goedert M, Spillantini MG, Potier MC, Ulrich J, Crowther RA (1989) Cloning
and sequencing of the cDNA encoding an isoform of microtubule-associated
protein tau containing four tandem repeats: Differential expression of tau
protein mRNAs in human brain. EMBO J 8: 393–399.
14. Goedert M, Spillantini MG, Jakes R, Rutherford D, Crowther RA (1989)
Multiple isoforms of human microtubule-associated protein tau: Sequences and
localization in neurofibrillary tangles of Alzheimer’s disease. Neuron 3: 519–526.
15. Andreadis A, Brown WM, Kosik KS (1992) Structure and novel exons of the
human tau gene. Biochemistry 31: 10626–10633.
16. Buee L, Bussiere T, Buee-Scherrer V, Delacourte A, Hof PR (2000) Tau protein
isoforms, phosphorylation and role in neurodegenerative disorders. Brain Res
Brain Res Rev 33: 95–130.
17. Lee G, Neve RL, Kosik KS (1989) The microtubule binding domain of tau
protein. Neuron 2: 1615–1624.
18. Yamauchi PS, Purich DL (1993) Microtubule-associated protein interactions
with actin filaments: evidence for differential behavior of neuronal MAP-2 and
tau in the presence of phosphatidyl-inositol. Biochem Biophys Res Commun
190: 710–715.
19. Moraga DM, Nunez P, Garrido J, Maccioni RB (1993) A tau fragment
containing a repetitive sequence induces bundling of actin filaments.
J Neurochem 61: 979–986.
20. Holt MR, Koffer A (2001) Cell motility: proline-rich proteins promote
protrusions. Trends Cell Biol 11: 38–46.
21. Qu MH, Li H, Tian R, Nie CL, Liu Y, et al. (2004) Neuronal tau induces DNA
conformational changes observed by atomic force microscopy. Neuroreport 15:
2723–2727.
22. Hua Q, He RQ (2003) Tau could protect DNA double helix structure. Biochim
Biophys Acta 1645: 205–211.
23. Arcamone FM, Animati F, Barbieri B, Configliacchi E, D’Alessio R, et al. (1989)
Synthesis, DNA-binding properties, and antitumor activity of novel distamycin
derivatives. J Med Chem 32: 774–778.
24. Suck D, Lahm A, Oefner C (1988) Structure refined to 2A ˚ of a nicked DNA
octanucleotide complex with DNase I. Nature 332: 464–468.
25. Kumar KA, Muniyappa K (1992) Use of Structure-directed DNA Ligands to
Probe the Binding of RecA Protein to Narrow and Wide Grooves of DNA and
on Its Ability to Promote Homologous Pairing. J Biol Chem 260: 24824–24832.
26. Tuite E, Sehlstedt U, Hagmar P, Norde ´n B, Takahashi M (1997) Effects of
minor and major groove-binding drugs and intercalators on the DNA
association of minor groove-binding proteins RecA and deoxyribonuclease I
detected by flow linear dichroism. Eur J Biochem 243: 482–492.
27. Putnam FW (1953) The chemical modification of proteins. In: Neurath H,
Baily K, eds. The protein. New York: Academic Press. pp 893–972.
28. Porschke D (1991) Nature of protamine-DNA complexes. A special type of
ligand binding co-operativity. J Mol Biol 222: 423–433.
29. Wiseman H, Kaur H, Halliwell B (1995) DNA damage and cancer:
measurement and mechanism. Cancer Lett 93: 113–120.
30. Ma WJ, Cao EH, Zhang J, Qin JF (1998) Phenanthroline-Cu complex-mediated
chemiluminescences of DNA and its potential use in antioxidation evaluation.
J Photochem Photobiol B 44: 63–68.
31. Cleveland DW, Hwo S, Kirschner M (1977) Purification of tau, a microtubule-
associated protein that induced assembly of microtubules from purified tubulin.
J Mol Biol 116: 207–225.
32. Michaelis ML, Dobrowsky RT, Li G (2002) Tau neurofibrillary pathology and
microtubule stability. J Mol Neurosci 19: 289–293.
33. Billingsley ML, Kincaid RL (1997) Regulated phosphorylation and dephos-
phorylation of tau protein: effects on microtubule interaction, intracellular
trafficking and neurodegeneration. Biochem J 323: 577–591.
34. Delacourte A, Buee L (1997) Normal and pathological Tau proteins as factors
for microtubule assembly. Int Rev Cytol 171: 167–224.
35. Johnson GV, Bailey CD (2002) Tau, where are we now? J Alzheimers Dis 4:
375–398.
36. Adams CR, Kamakaka RT (1999) Chromatin assembly: biochemical identities
and genetic redundancy. Curr Opin Genet Dev 9: 185–190.
37. Rogers FA, Lloyd JA, Glazer PM (2005) Triplex-forming oligonucleotides as
potential tools for modulation of gene expression. Curr Med Chem Anticancer
Agents 5: 319–326.
38. Roy KB (1996) DNA recognition and structural specificities. Indian J Biochem
Biophys 33: 83–87.
39. Simonsson S, Samuelsson T, Elias P (1998) The herpes simplex virus type 1
origin binding protein. Specific recognition of phosphates and methyl groups
defines the interacting surface for a monomeric DNA binding domain in the
major groove of DNA. J Biol Chem 273: 24633–24639.
40. Bruce A, Alexander J, Julian L, Martin R, Keith R, et al. (2002) Molecular
Biology of the Cell 4
th Ed. New York: Garland Science Press. pp 381–382.
41. Klemm JD, Rould MA, Aurora R, Herr W, Pabo CO (1994) Crystal structure of
the Oct-1 POU domain bound to an octamer site: DNA recognition with
tethered DNA-binding modules. Cell 77: 21–32.
42. Nie CL, Wang XS, Liu Y, Perrett S, He RQ (2007) Amyloid-like aggregates of
neuronal tau induced by formaldehyde promote apoptosis of neuronal cells.
BMC Neuroscience 8: 9.
43. Nie CL, Wei Y, Chen XY, Liu YY, Dui W, et al. (2007) Formaldehyde at low
concentration induces protein tau into globular amyloid-like aggregates in vitro
and in vivo. PLoS ONE 2: e629.
44. Li FX, Lu J, Xu YJ, Tong ZQ, Nie CL, et al. (2008) Formaldehyde-mediated
chronic damage may be related to sporadic neurodegeneration. Prog in Bioc and
Biop 35: 393–400.
45. Richter C (1995) Oxidative damage to mitochondrial DNA and its relationship
to ageing. Int J Biochem Cell Biol 27: 647–653.
46. Ozawa T (1997) Genetic and functional changes in mitochondria associated with
aging. Physiol Rev 77: 425–464.
47. Wojtuszewski K, Mukerji I (2004) The HU–DNA binding interaction probed
with UV resonance Raman spectroscopy: Structural elements of specificity.
Protein Sci 13: 2416–2428.
48. Mitsouras K, Wong B, Arayata C, Johnson RC, Carey M (2002) The DNA
Architectural Protein HMGB1 Displays Two Distinct Modes of Action That
Promote Enhanceosome Assembly. Mol Cell Biol 22: 4390–4401.
49. Wang X, Wang DL, Zhao J, Qu MH, Zhou XH, et al. (2006) The proline-rich
domain and the microtubule binding domain of protein tau acting as RNA
binding domains. Protein Pept Lett 13: 679–685.
50. Morton RE, Evans TA (1992) Modification of the bicinchoninic acid protein
assay to eliminate lipid interference in determining lipoprotein protein content.
Anal Biochem 204: 332–334.
51. Li P, He X, Gerrero MR, Mok M, Aggarwal A (1993) Spacing and orientation
of bipartite DNA-binding motifs as potential functional determinants for POU
domain factors. Gene Dev 7: 2483–2496.
Interaction of Tau with DNA
PLoS ONE | www.plosone.org 10 July 2008 | Volume 3 | Issue 7 | e2600